Antigen-specific Ab levels in plasma and external secretions were assessed as described previously on microtiter plates coated with 5 µg/ml of F1-V or PA (3, 4) . For analysis of B cell epitope responses, microtiter plates were coated with 50 µg/ml of overlapping peptides spamming the entire F1 molecule (BEI Resources). The frequency of antibody secreting cells (ASCs) was determined by ELISPOT assay with anti-IgM, IgG and IgA Abs (SBA, Birmingham, AL) (1).
Macrophage toxicity assay to assess anti-PA neutralizing Abs
The protective effects of PA-specific Abs were determined by analyzing survival of RAW 264.7 macrophages exposed to Bacillus anthracis lethal toxin in vitro as described previously (3, 4) .
In vitro cultures and flow cytometry analysis
To address the role of IKKβ in myeloid cells, myeloid cell-depleted CD11b − splenocytes were co-cultured with autologous or heterologous CD11b + cells at 7:1 ratios, i.e., 1.4 x 10 5 to 0.2 x 10 5 cells in the presence or absence of 5µg/ml LPS (Sigma-Aldrich, St. Louis, MO) and 2 µg/ml EdTx. The CD11b − and CD11b + splenocytes were purified using CD11b MicroBeads with an autoMACS (Miltenyi Biotec, Auburn, CA).
For studies that addressed the direct effect of neutrophils on immunoglobulin production by B cells, CD19 + splenocytes from C57BL/6 mice were incubated overnight with 100 ng/ml of LPS, washed extensively and then co-cultured with autologous neutrophils from C57BL/6 mice or heterologous neutrophils from IKKβ ∆Mye mice without additional stimuli. The mRNA responses were analyzed 24 hours later, and culture supernatants were collected on day 5 for analysis of immunoglobulin isotypes (IgM, IgG, and IgA).
For analysis of T helper cytokine responses, single-cell suspensions of spleen cells were incubated with 5 µg/ml F1-V at 37°C for 5 days (3, 4) . Flow cytometry analysis was performed after extracellular and intracellular staining using the following fluorophore-conjugated 
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